Text S1 - Check of clonal fixation 

In order to test whether cultures are dominated by a single clone after cefotaxime selection, we analyzed ten clones from a random line and time-point in the experiments (in this case line 3 of the experiment with the R164S mutant after the second round of selection). After two days of incubation, this line showed visible growth at a maximum concentration of 2.0 μg cefotaxime/ mL. As usual, cells growing at this concentration were streaked out on LB-tetracycline, and in addition to the colony that was picked for sequence analysis and continuation of the experiment, ten other colonies were inoculated in LB-tetracycline, miniprepped and sequenced. In order to see whether different genotypes were selected at lower cefotaxime concentrations, we did exactly the same for cells growing in the bottle that contained at 0.125 μg cefotaxime/ mL. All twenty clones analyzed had exactly the same genotype as to the clone used as template for round 3 (i.e. R164S/ T188I/ A237T/ E240K).
